! 2!
200V, 1.5 kW, 25 mF. Recovery was carried out by adding 950µL of YPD and incubation at 30 °C for 1! 4h at 130 rpm. After that, cells were harvested at 3,000 xg for 5 min, resuspended in 100µL of deionized 2! water and plated onto appropriate media.
3!
Design and synthesis of donor DNAs. XTAG donor DNA was produced by PCR using the pU1-and 4! pD1-XTAG primers (Supplementary Table S3 ). Addition of 20bp flanking region of the ADE2 locus at 5! sgADE2.1 cut site was done by PCR using the previous XTAG PCR as matrix and the pAU1-and pAD1-6! ADE2 primers. Synthesis of the 200bp flanking regions of ADE2 cut site were achieved by two 7! separated PCR reactions using genomic DNA as template and the primer pairs pAU2-ADE2 and pAS-8! HD ADE2 for the 5' upstream region and pAD2-ADE2 and pS1-HD ADE2 for the 3' upstream region.
9!
The resulting PCR products were added to the XTAG-20bp cassette by Gibson assembly (NEB) 10! following manufacturer's instruction.
11!
HIS3 donor DNA bearing 20bp of HD was produced in a two steps experiment: first we amplified two 12! fragments of HIS3 with 20bp of overlapping nucleotides with the primer pair pAU3-ADE2 and pAS1-
13!
HIS3 and the pair pS1-HIS3 and pAD3-ADE2. These fragments were then combined by Gibson
14!
assembly. HIS3-200bp HD was synthesized by association of the HIS3-20bp cassette with the previous
15!
5' upstream and the 3' upstream region used for XTAG-200bp HD synthesis.
16!
HIS3 donor DNA used for VPK1 disruption was generated by PCR reaction using the VPK1-HIS3-Fwd
17!
and Rev primers and CBS138 genomic DNA as matrix. Both primers contain 20bp of homology with 18! the VPK1 cutting site for homologous recombination.
19!
Each donor DNA were either purified by the Wizard SV Gel and PCR clean-up system (Promega) when 20! no aspecific bands were amplified during PCR, or the band of interest was cut out from the gel and
21!
DNA was extracted by electrolysis in dialysis membrane (Carl Roth GmbH) at 110V for 30 min and 30
22!
sec with reverse voltage. DNA was then subjected to phenol-chloroform extraction, precipitated with 23! 0.2 volume of 3M AcNH 4 and 1 mL of isopropanol, and the pelleted DNA resuspended in deionized 24! water.
25!
Homologous recombination in C. glabrata. Transformations were done as described above with a 26! slight modification. During the 10 min incubation on ice, a mix of 1µg of donor DNA and 1µg of pRS314-
27!
CAS9 was added to the ∆HTL + sgADE2.1 strain. Insertion of the donor DNA at the ADE2 locus was 28! checked by colony-PCR using the ADE2-Fwd and either pD1-XTAG (for XTAG insertion) or pSeqHIS3-
29!
Rev (for HIS3 insertion) on colonies grown on SCGlc -L -W. Recombination frequency was calculated 30! as the number of clones containing donor DNA divided by the number of colonies tested recovered on 31! selective medium. Statistical significance was calculated with an unpaired t test using GraphPad
32!
PRISM6 software, and p < 0.05 was considered significant, at least 200 clones were tested.
33!
Genomic DNA preparation. Genomic DNA from each strain was prepared by harvesting 1 mL of cells 34! grown to exponential phase followed by 5 min at 2,000 xg centrifugation. The pellet was resuspended 
7!
Surveyor assays and sequencing. For surveyor assays, ADE2 genomic locus of the ∆HTL reference 8! strain and disrupted strains was subjected to PCR using the ADE2-Fwd and Rev primers and the
9!
Phusion DNA polymerase (Thermo Scientific) (Supplementary Table S3 
23!
For sequencing, PCR was performed with the Phusion DNA polymerase using different couples of 24! primers described in Supplementary Table S3 and purified on the Wizard SV Gel and PCR clean-up 25! system (Promega). For ADE2, we used the ADE2-Fwd and Rev primers, for XTAG insertion ADE2-
26!
Fwd-pD1-XTAG and ADE2-Rev-pU1-XTAG, for HIS3 insertion we used ADE2-Fwd-pSeqHIS3-Rev and 27! ADE2-Rev-pSeqHIS3-Fwd, for YPS11 we used YPS11-Fwd and -Rev. VPK1 indels were checked 28! using the VPK1-Fwd and -Rev primers. VPK1 disruption following HIS3 recombination was checked 29! using the VPK1-Fwd and the pSeqHIS3-Rev primer pair.
30!
Saturation of phagocytosis. In order to ablate phagocytosis, we used surfactant-free white, 0. to perform drosophila infection and tested for virulence. In WT A5001 flies, vpk1::HIS3 cells infection is controlled (black lines) whereas it kills 74% of MYD88 flies (blue lines). This is not statistically different than the NHEJ-vpk1 disruptants we created previously (red lines ; see Figure 5 in our manuscript), but is statistically different than infection with the ∆HTL cells (orange lines). *** p val <0,001.
